pellet the cells, leaving most of the yolk granules in the supernatant. Handling the tube gently (the pellet is fragile), pour off the supernatant. Gently resuspend the pellet in an appropriate volume of tissue culture medium (probably between 2 ml and 8 ml), and plate in 35 mm Petri plates, 2 ml of culture per plate. It is advisable to do a series of dilutions, to make sure that some of the cultures are at an appropriate concentration. Handle the cultures very gently; it is important to disturb the cells as little as possible during the first few weeks of culture. We find it useful to put up to about 6 35 mm plates containing primary cultures into a 150 ml Petri plate, so that they can be handled with less danger of jostling and contamination. The nested Petri plates are then placed into a sealed Tupperware container to maintain humidity, and left undisturbed in the incubator. They should be removed (carefully) only about once a week for observation. 
Note: To ensure a correct concentration, it is helpful to remove an aliquot of the cell suspension just prior to centrifugation, and to estimate the concentration of cells by measuring

IV. Care of primary cultures
The following text is a loose translation from Miyake (1984).
Cultures should be incubated at 25º C. At 19º differentiation and proliferation are very slow; at 30º, cells tend to lyse and it is difficult to establish cell lines. Nunc plastic plates are ideal, but glass or plastic from other manufacturers also work well. The primary cultures should be kept in plates, rather than in sealed containers.
Usually, the following successive changes can be observed: At inoculation, single cells and small aggregates are visible, usually floating. After 1-2 days, the cells attach to the substrate, and formation of large aggregates is observed. At 3-7 days, differentiation occurs; one can see neural fiber-like structures, oil droplet-containing fat body cells, and muscle contraction. At 7-14 days cell proliferation around the cell aggregates is observed, and the proliferating cells begin to form a monolayer.
It is generally not advisable to replenish the medium until the cultures are 3 weeks old. However, if cell proliferation proceeds vigorously, it may be necessary to add new medium before 3 weeks. The first medium changes consist of replacing ¼ or ½ of the volume with fresh medium. Repeat this procedure each week, until proliferating cells reach 2/3-3/4 of the surface area. At that point, remove the cells from the substrate using a cell scraper, and dilute 2-fold into 2 plates. You should observe proliferation of the cells, and dilute 2-fold again; if they proliferate rapidly, you can use a higher dilution. After about 10 dilutions, the differentiated larval cells should be diluted out, and the culture should appear to consist only of proliferating cells; at this point it is time to name and freeze the line.
